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ABSTRACT Objective: sShARNA vector and expression vector of microRNA-194 were constructed to package lentivirus that could
knock down or overexpress microRNA-194. MicroRNA-194 levels in Osteosarcoma Cell Line U2-OS were changed through lentivirus
infection. Then the changes of cell proliferation rate and cell cycle were observed. All these would provide the foundation of theory and
experiment to explore microRNA-194 as a new target of osteosarcoma therapy. Methods: Pri-miR-194 and mature miR-194-5 amplified
by PCR was inserted into plenty-GFP vector, and then identified by restriction endonuclease digestion and nucleotide sequencing.
Osteosarcoma Cell Line U2-OS was transfected with the Lentivirus. Then the cells were used in MTT, flow cytometry analysis and clone
formation. Results: 1.Restriction analysis and sequencing proved that recombinant lentiviral expression vector was constructed correctly.
The titer of obtained overexpression and suppression expression recombinant lentivirus was 1.5% 10°TU/ml and 4% 10°TU/ml. 2. The
cell proliferation rate, the apoptosis ratio and the cell ratio of GO / G1 phase of U2-OS were obviously different in different experimental
group (P<0.01). Conclusion: The lentiviral expression vector for microRNA-194 was successfully constructed. microRNA-194 could
influence Osteosarcoma Cell Line U2-OS proliferation rate, apoptosis ratio and cell cycle. microRNA-194 could be further explored as a
potential target in Osteosarcoma therapy.
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1 A:miRNA-194 i3 5%5% FBKE 1#: BRIEXTER(ddH,0) 2#: BRIERT R
(ZHBEITRA )3#: FREXTER( GAPDH ) 4#: Marker,
B:miRNA-194 Hl &% Bk E 1#: BRI (ddH,0)

24 BT R ( ZH B EXTHR4H ) 3#: Marker
Fig. 1 A:miRNA-194 electrophoretogram of overexpression 1#:negative
control(ddH,O ) 2#: negative control( no-load control )3#; positive control
(GAPDH ) 4#:Marker, B:miRNA-194 electrophoretogram of
suppression expression 1#:negative control( ddH,O ) 2#: negative

control(no-load control )3#: Marker
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Fig. 2 U2-OS cells were observed with white bright (left) and green
fluorescence assay (right) in the same vision using fluorescence

microscopy (100x )
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Fig. 3 After transfection, every 24 h, MTT assay was performed on four
groups of U2-OS cells . The viable cell number was evaluated as the value
of the absorbance at 490 nm with a reference wavelength of 630 nm.
Values of optical density (OD) are expressed as meanst SD. Point

symbol, mean of four independent experiments; bars, SD
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Fig. 4 Effect of miR-194 on the clone formation in U2-OS cells.
The clone formation of U2-OS cells was captured and counted after 21 d

of culture. Columns, mean of four independent experiments; bars, SD
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Fig. 5 Cell cycle distribution of treated U2-OS was measured using flow cytometry analysis
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Fig. 6 Apoptosis of U2-OS cells were measured by FACS with Annexin V and propidium iodide staining
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